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.PROPRIETARY INFORMATION

THIS DOCUMENT 1S THE PROPERTY OF AND CONTAINS PROPRIETARY INFORMATION OF ATS LABS. NEITHER THIS
BOCUMENT, NOR INFORMATION CONTAINED HEREIN IS TO BE REPRODUCED OR DISCLOSED TO OTHERS, IN WHOLE OR IN
PART, NOR USED FOR ANY PURPOSE OTHER THAN THE PERFORMANCE OF THIS WORK ON BEHALF OF THE SPONSOR,
WITHOUT PRIOR WRITTEN PERMISSION OF ATS LABS,
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AOAGC Use-Dilution Method -
SPONSOR: Summit Brands
’ . 7201 Engle Road
’ ~ Fortwayne, IN 46804-2228
SPONSOR REPRESENVATIVE: Wagner Regulatory Associates
P.O. Box 840
Hockessin, DE 19707-0840
IESTFACLITY:. ATS Labs
1285 Corporate Center Drive, Sulle 110
Eagan, MN §5121
PURPOSE
- The purpose of thig study is to determine the efficacy of the aponaor‘s product foliowing the AOAC Use Dllution
Method In with the U.S. Environmental Protection Agency raqulrements set forth In the Pesticide
Assessment Guldelines.
SUBSTANGE CHARACTERIZATION

Test substance characterization as to content, siability, stc,, (40 CFR, Part 160, Subpart F [180.105)) is the _
respongibility of the Sponsor. The fest substance shall be characterized by the Sponsor prior to the experimental
start date of this study. Pertinent information, which may affect the outcome of this study, shall ba communicated
in writing to the Study Director upon sample submission to ATS Labs. .

SCHEDULING AND DISCLAIMER OF WA!

L Experimental start dates are generally scheduled on a first-comeffirst-serve basis onca ATS Labs receives the
: Sponsor approvedicomplefed protocol, signed fee schedule and comesponding test substance(s). Based on all

required materials being received &t this fime, the propased experimental start date is March 24, 2008. Verba! results

may be given upon completion of the study with a wrilten report {o follow on the proposed compistion date of April 21,
2008. To expedite scheduling, please be sure ali required papeswork and test substance documentation Is

complete/accurate upon amival at ATS Labs.

I a test must be repeated, or a portion of it, due to failure by ATS Labs to adhere to specified procedures, it will
be repeated free of charge. If a test must be repeated, or a portlon of it, due to failure of internal controls, It will
be repeated free of charge. °"Methods Development® fees shall be assessed, however, if the test substance
andlor lest system require modifications due to complexity and difficulty of testing.

lf the Spansor requests a mpeat 1est, they will be charged for an additiona! test.

Neither the name of ATS Labs or any of its emplayses are to be used in advartlsing or othar promotion withoul
written consent from ATS Labs.

_The Sponsor is responsible for any m]ectlon of the final report by the United States FDA or EPA conceming
report format, pagination, etc. To prevent rejeciion, Sponsor should carefully review the ATS Labs fina! report
and nolify ATS Labs of any perceived deficiencies in these areas before submission of the report to the regutatory
agency. ATS Labs will make reasanable changas deemed necessary by the Sponsor, without altering the
tachnical data. :

USTIFICATION FOR SELEC OF THE TEST §

i The U.S. Environmental Prolection Agency requlres thal a specific bacterial claim for a test substance intended
) for use on hard surfaces be supporied by appropriate sclentific data demonstrating the efficacy of the test
' substance agalnst the claimed bacterla. This Is accomplished In the laboratory by tresting the target bacteria with
the disinfaclant (test substance) under conditions which simulate as closely as possible the actual conditions
under which tha test substance Is designed to be used. For disinfectant products intended for use on hard
surfaces (dry, Inanimate environmental surfaces), a carrler method is used In the generation of the supporting
data. The experimental design in this protocol meets these requirements. .
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A film of baclerial cells dried on a surface of stainless steel cariers Is exposed to the test substance for a
‘spedified contact Ume. After exposure, the carriers are transferred to vessels contalning neutralizing subculture
medla and assayed for survivors. Appropriate viabiiity, carrier population and neutralization controls are
performed. The current version of Standard Operating Procedure CGT-4400 reflects the methods which shalt be
used in this study.

TEST METHOD
Test Organisms ATCC # . Growth Medium Incubation Parameters
Staphylococcus aureus . 6538 Synthetic Broth 35-37°C, aserobic
Safmoneffa enterica 10708 Synthetic Broth 35-37°C, aerobic
The fest organ!snis o be used in this sludy were obtained from the American Type Culture Collection (ATCC),
Manassas, VA.
Carriers

Carriers will be screened according to AOAC Officlal Method of Analysis and any carriar positive for growth will
be discarded. Only penicylinders showing no growth may be used. Stainless steel penicylinders will be pre-
soaked overnight in 1.0N NaOH, washed in water untll neutral and autoclaved in 0.1% asparagine.

K Preparation of Test Organisms
From a stock slant, an initial tubs of culture broth will bs Inoculaled This culture is termed the “initial broth
' suspension.” From this initial broth suspension, a minimum of three dally transfers will be performed on
consecutive days prior to use in testing procedure. For each test organism, the appropriate growth medium will
be subcultured using a dally transfer (more than 3, but less than 30 transfers) of the test organism.

A 48-54 hour broth culture incubated al the parameters llstad above will be prepared.
The test cultures will be thoroughly mixed and allowed to stand for 210 minites prior to use.
An organic soll load may be added {o the test culture per Sponsor's request.

COntamlnatlon of Carrisrs

The penicylinders will be transferved to the cullure and Immersed for 15 minutes In a prepared suspension at a
ralio of 1 carrier per 1.0 mL culture. The inoculated carriers will be dried on filter paper in a sterile petd dish at

35-37°C for 40 minutes. The drying conditions (temperature and humidity) will be appropriate for the test

organism. The actual drying condtions will be clearly documented.

Preparation of Test Substance

The test substance(s) to be assayed will be used as directed by the Sponsor, ¥ a dilution of the tast substance is
requestad by the Sponsor, the diluted iest substance(s) shall be used within three hours of preparation. Ten (10)
ml of the test substance at its use-dilution will be aliquoted Into the required number of sterile 25 x 150 mm -
tubes. The tubes will be placed Into a walerbath at the speclﬁed exposure temperature. and allow to equilibrate
for 210 minutes prior to testing. :

Exposure Condltions
Each conlaminated and dried carrler will be placed into a separata tube containing 10 mL of the test substance at
its use-dilution for the desired exposure ime and temperature.
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Test System Recovery
Following the Sponsor specified exposure period, each medlcated carrier will be transferved by wire hook al

. staggered Intervals to 10 mL of neutralizing troth. I necessery, carrlers will bs transfemed into individual
secondary subculture tubes containing 10 mL neutralizing broth 230 minutes after subculture of first carier.

incubation and Observatlon
- -All subculiure tubes and plates will be lncubated for 4814 hours at 35-37°C (or other appropriate
timeftemperatures).

Following incubation, the subculture tubas will ba visually examined for growih, If necessary, the subcultures may
be placed af 2-8°C for up to three days prior to examination.

Representative subculture tubes demonstrating growth (posilive tubes) will be subcultured onto appropriate agar -
for confirmation of the test arganism.

STUDY CONTROLS

Purity Control

A “streak plate for Isolation” will be performed on the organlsm culture and following incubation examined In order
to confimn the presence of a pure culture. The acceplance criterion for this study control Is a pure culture
damonstrafing colony morphology typical of the test organism.

Organlc Soll Stetility Control
The serum used for soll load will be cultured, incubated, and vlsualty examined for lack of growth. The acceplance
criterion far this study contro! is lack of growth.

Carrier Sterlility Control

A representative uninoculated carrier will be added to the neutralizing subculture medium, The subculture medium
containing the camier will be incubated and examined for growth. The acceptance criterion for this study control Is tack
of growth.

Neutralizing Subculture Medium Sterlmy Control ' '
A representelive sample of uninoculated neutralizing subculture medium will be incubated and visually examined. The
acceptance criterion for this study control Is lack of growth,

Viability Control :
A representative Inoculated carrier will be added to the subculture medium. The subcullure medium containing the
carrier will be Incubated and visually examined for gmm The acceptance criterion for this study controf is growth.

Neutralization Confirmation Control

The neutralization of the test substance will be confimmad by-exposing sterile carriers (representing not less than 10%
of the tota! number of test canters) to the test substance and transfening them to primary subculiures containing 10
mL of neutralizing subculiure medium. | performed In the test procedure, carriers will then be transfered from primery
subcultures Into Individual secondary subcultures 230 minutes following the primary transfer. The subcultures
containing the exposed carrers will be Inoculated with <100 colony forming units (CFU) of each test organism,
incubated under test conditions and visually examined for the presence of growth. This contro! will be performed with
mulliple replicates using different dilutions of the test organism. A standardized spread plate procedure will be run
concurrently In order to enumarate the number of CFU aclually edded. The control result will be mponed ueing data
from the most appropriate dilution.

. The acceptance criterion for this study control is gth fouowzng inocutation with <100 CFU.
b OR:
Ten percent of the subcullures containing canlers showing no. growth will be inoculated with <100 CFU of each
test organism and incubated. This control will be performed with multiple replicates reprasenting different dilutions of
tha test orgarism. A standardized spread plate procedure will be run concurrently in order to enumerate the number
of CFU actually edded. The control result will be reported using data from lha most appropriate difution.

The acceptance criterion for this study control is growth following inoculation with s100 CFU.‘

- -
f ) .
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Carrier Population Control

Incculated camiers will be added at a rafio of 1 carrier to 10 mL neutralizing broth and vortex mixed. Appropriale
serfa) ten-fold dilutions will be preparad and the eliquols spread plated on agar plate medium, and incubated.
Following incubation, the resulting colonies will be enumerated and the CFU/camier celculated. The acceplance
criterion for this study control s a minimum of 1.0 x 10* CFU/camler.

PROCEDURE FOR IDENTIFICATION OF THE TESY SYSTEM ] .

ATS Labs maintains Standard Operaling Procedures (SOPs) relative to efficacy testing studles. Efficacy testing
Is performed in sirict adharence to these SOPs which have been constructed to cover all aspects of the work
inctuding, but not imited to, receipt, log-in, and tracking of blological reagents Including bacterlal strains for
purposes of identification, recelpt and use of chemical reagents. These procadures are designed to documant
each step of efficacy testing studies. Appropriate referencas to medium batch number, etc. are documsnted in
the raw data collected during the course of each study. .

Addillonally, each efficacy test is assigned a unlque Project Number when the pratacol for the study is Inifiated by
the Study Director. This number is used for identification of the test subculture tubes, etc. during the course of
the test. Test subcullure tubes are also.labeled with reference to the test organism, experimental start date, and
test product. Microscopic andfor macroscopic evaluations of posilive subcultures are performed in order to
confirm the identity of the test organism. These measures are designed lo document the identity of the test
system, '

METHQD FOR CONTROL OF BIA8S: NA

) . STUD!‘ ACCEPTANCE CRITERIA

Test Substance Pe;'fonnance Criterla ’ -
The EPA efficacy performance requirernents for label claims stale that the disinfectant must kill the
microorganism on 59 out of the 60 Inoculated carriers,

Control Acceptance Criterla .
The study controls must perform according to the criteria detailed in the study controls description section,

EP.
The repont will include, but not be limited to, Identification of the sample, date received, Initiation and completion
dates, Identification of the bacterial straing used, description of media and reagents, description of the methods
employed, tabudated results and conclusion as it relates to the purpose of the tast, and all other ltems reguired by
40 CFR Part 160.185. .

PROTOCOL CHANGES ' :

If I becomes necessary to make changes In the approved protocel, the revision and reasons for changes will be
documented, reported to the Sponsor and will become a part of thie permanent file for that study. Simllarly, the
Sponsor will be notified as soon as possible whenever an event occurs-that may have an effect on the validity of
the study. ' . ;

Standard operating procadures used In this study will be the correct effective revision at the time of the work. Any
miner changes to SOPs {for this study) or methods used will be documented in the raw data and approved by the
Study Director. o . ’

DUCT DISPOS! .
it Is the responsiblitty of the Sponsor (o retaln a sample of the test substance. Alf unused tast substanca wilf
be discarded following study completion unless otherwise Indicated by Spansor.

- Infannarian «
g d 4
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C ETENTIO
Study Specific Documents

All of the original raw dala developed excluslvely for this study shall be archived at ATS Labs. These origlna|
data Include, but are not imited to, the following:
1. Al handwritten raw data for control and test substances including, but not limited to notebooks data
forms and calculations. ,
Any prolocol amendments/deviation notifications,
All meaaured data used In formulating the final report.
Memoranda, specifications, and other study specific correspondence relating to Interpretation and
evaluation of data, ather than those documenis contained in the final study report.
Original signed protecol.
Certified copy of final study report.
Study-specific SOP deviations made during the study.

Facllity Specific Documents

The following records shall a!so be archived at ATS Labs These documents Include, but are not limited to, the
following:

N AwN

SOPs which pertain to the study conducted.

Non study-specific SOP deviations made during the course of (his study whfch ‘may affect the resulls
obtained during this study.

Methods which were used or referenced In the study conducted.

QA reporis for each QA inspection with comments.

Fadility Records: Temperature Lags (ambient, Incubater, etc.), Instrument Logs, Callbration and

Maintenance Records.
8. Current curricufum vitae, training records, and job descriptions for all personne! invoived in the study.

REFERENCES

1. Assaciation of Official Anatytical Chemists (AOAC), 1880. Use-Dllution Tests, p. 135-137. In Official
Methods of Analysis of the AOAC, Fifteenth Edition.

2. Assaociation of Official Analytical Chemists (AOAC), 1980. Genmicidal and Delergent Sanilizing Action of
Disinfectants, p. 139 [Preparation of Synthetic Hard Water]. /a Official Mathods of Analysis of the AOAC,
Fifteenth Edition. .

3. U.S. Environmental Protection Agency, Reglstralion Division, Office of Pesticide Programs, 1982. Efficacy
Data Requirements, Disinfectants for Use on Hard Sutfaces, DIS/TSS-1.

4. U.S. Environmental Protection Agency, Registration Division, Office of Pesticide Programs, 1878. Efﬁcacy
Data Requirements, Supplemental Racommendations, DIS/TSS-2.

5. U.S. Environmental Protection Agsncy, Registration Division, Offica of Pesticids Programs, 1982, Subseries
91A: Public Health Uses. /n Pesticide Assessment Guldelines — Subdivision G (Product Performance).

LYSIS

Calculations
Carrier Population Control Calculation:
Carrler population, CFU/carrier = {a

;mhL M

(Ot
(number oi canists lesled) X (volums p!aled)
The carrler population is calculated and reported using data from the most appropriate dilution(s).

Statisticat Analysis
None used.

- Propretery infmation -
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STUDY INFORMATION
(All sectfons st be complaled prior to submitting protocol)

Sponsor (Datellnlﬁal) %f/ J

Test 8ubstam:e (Name & Batdl Numbers. Including 200 day ofd batch - exactly as Rehould appear on ﬂnal ropont):

‘f Batch #005; Batch 8 0JO0S0UP46; Batch & 030S50UP49
Speclfy 260 day old batch;___Batch # 005 ¥ Summik Brands Dis poser Cove G bage
Exgplration Date;___11/19/2008 ' Bis fasRe Cleane Tewdney Diabectant
: Vi vage dacch ey
Product Description; ‘ ‘pv :IQM‘.‘ZLW.\* N s
g :)uatemary ammonia 8 l;gg;eddc acld : slunot &
. @ Sodium hypochiorite Eother sodium dichloro s-triazinetrione hydrace
Test Substance Active Concentration (upon submission to ATS Labs):____1-83%
Neutralization/Subculture Broth: O '

BKATS Labs’ Discretion, By chacking, the Sponsor authorizes ATS Labs, at
their discretion, to perform neutralization confimation assays at the
Sponseor's expense pror to testing to delermine the most appropnate
-neutralizer. (See Fee Schedule).
Storage Conditlons:’

3 Room Temperature

028°C

Q Other:

Hazards: .
X None known: Use Standard Precautions
0 Material Safety Data Shest, Attached for each product

0 As Follows: _
Product Preparation - | pdhataahed ,ur S0 563
g( chﬁm;?: Leec:ael\sfte:d(RTU) SEE ATPAGHED: INSTRUCTIONS FOR DILUTION BELOW*+

Q Delonized Water (Filter Sterlized)
Q Tap Water (Filter Sterliized)
£ AOAC Synthetic Hard Water. 400 ppm

powder. Allow the foaming to subaide.for

Q Other
*Note: An equivalont dilution may be made unfess otherwise requasted by the Sponsor.
Test Organism(s): Staphylococcus aureus (ATCC 6538) ¢+ USE DILUTION INSTRUCTIONS:,
Salmonelia enterica (ATCC 10708) Dlasolve the contenta of one packet in 16
fluid ounces of AOAC Synthetic hard water
§ heated to 48-51 degrees C. Kix the ‘solution
Carrler Number:__€0perbalch in a large flask ueing a oterile bar for
' 10 ’ ) 3-4 minutes. Cut up the packet fnto 1/2 by
E!posure Time: Minutes 1/2 inch equares and add to the flask.
. Continue to stir briefly to thoroughly
Emsum Temperature: 20*1 °C incorporate the packet and any remaining

3-4 minutea. Prepared product ghould be
made immediately prior to medication of test

Organic Soil Load:

&Minimum &% Organic Soll Load (Fetal Bovine Sefum) carriers. Entire preparation of the teat
Q No Organic Soll Load Required substance should take approximately 10 oinutes.
Q Other: )

-Pmﬂﬂﬂﬂ-fy my_lg_n -
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ST SUBSTANCE §/ ENTS
K 0 Has been used in one or more prevlous studies at ATS Labs .
i @ Has been shipped to ATS Labs (but has ot been used in a previous study).
Date shipped to ATS Labs: Sant via ovemnight daﬂvery? 0 Yes QNo

O Wilibe shipped to ATS Labs.
Date of expacted recelpt at ATS Labs:

Q Sender (if ather than Sponsor).

COMPLIANCE

Study to be performed under EPA Good Laboratory Practice regulaﬂons (40 CFR Part 160) and in accordance to
g)%r(tdam oparating procadures.

© No (Non-GLP Study)

COL MODIFIC

Q Approved without modlﬁeabon
S Approved with modification - Supplemental Information Form Attached - Q Yes ﬁ No

st dilobm astrvebmy s gee 7

. | APPROVAL SIGNATURES

_ SPONSOR:
NAME: Jim Wagner (Summi Brands) | TITLE:___Agentfor SummitBrands
SIGNATURE%WWVVI DATE__ MY 5, 2008
PHONE: __302-234-8550 FAX:___302:234.7570 EMAL:__iames@wagnemecom

For confidentialily purposes, study information wil be refeased only lo the sponsodrapmsenlaﬂve dgnlng the
prolocol (above) unless other individuals are specifically euthorized in writing (o receive study information.

Other individuals authorized to recelve information regarding this study: 0 See Attached
Afs Labs: ’
NAME: \j.‘ 1 R’W“W*"” , ,
} Study Direclor . .
—— QA e S, [1shg
. . Study Director )

F Mlgn -
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